Fixation by CDI must depend on an attack of carboxyl groups, to give an 0-acylisourea, which can then react with a neighbouring amino group to cross-link through an amide bond s. Thus, gelatin is rapidly gelled at neutral pH by addition of CDI s. In effect, the cross-link is formed by elimination of a water molecule; no part of the CDI becomes incorporated into the protein in this reaction. Any explanation of the apparent virtues of fixation by CDI for imnmnohistochemistry remains partially speculative. The adoption of new fixatives must still rest heavily on empirical evaluation, although it is rational to attempt, as in the present work, to diversify the sites of chemical reaction in the tissue.
Introduction of substituted urea groups by the rearrangement just mentioned would make the tissue more basic, since carboxylate would be replaced by a positive group (one of the substituents in water-soluble CDI is basic). Surprisingly, CDI-fixed material shows little tendency to bind fluorescent globulin non-specifically, a phenomenon frequently attributed to charge interaction TM, which increases with increasing acidophilia of the tissue.
CDI was inferior to aldehydes for preserving general structure, probably because CDI demands that carboxyl and amino groups be in close proximity for cross-links to be formed. By incorporating some bifunctional nucleophile, e.g. a suitable diamine, in the CDI fixative, cross-linking between tissue carboxyl groups should be greatly favoured. The use of CDI to preserve well both antigenicity and structure at light and electron microscope levels is the subject of current investigation s .
Experiments performed since this manuscript was submitted suggest that EDAP-CDI may fix antigens more effectively than CME-CDI, which is a much larger molecule. Furthermore, a higher concentration (e.g. 10%) of CDI may be advantageous. 65, 970 (1970) .
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